Introduction
Immunohistochemical analysis of human tissues using polyclonal (PoAb) or monoclonal (MoAb) antibodies has proven to be a valuable technique for diagnostic and research purposes (For reviews see Bosman, 1983; Falini and Taylor, 1983) . Simultaneous detection of multiple cellular epitopes, as compared to single staining ofserial sections, may sometimes give additional information.
Therefore, methods for triple staining (Claassen et al., 1986; van der Loos et a!., 1985) and various procedures for double staining have been described and are regularly used. In these multiple staining techniques, the antibodies can be used unlabeled, provided that the MoAb are of different immunoglobulin (Ig) subclass (Tidman et al., 1981) . Ifthe antibodies are ofthe same origin or subclass, double staining
can be performed with two complete incubation sequences for both antigens. Methods have been described with and without elution ofthe first sequence (Valnes and Brandtzaeg, 1984; Vandesande and Dierickx, 1975) . Furthermore, a one-step method with direct labeling ofboth antibodies can be used (Boorsma, 1984) . latter also including, apart from horseradish peroxidase (HRP), alkaline phosphatase (AP), .ga1actosidase (n-GAL), and glucose oxidase (GOX) (Campbell and Bhatnagar, 1976; Kato et al., 1975; Avrameas, 1969; Nakane and Pierce, 1966 
Materials and Methods

Source of
AP-conjugated
MoAb 2: 60 mm.
Histochemical demonstration in two successive
incubations.
This protocol was compared with a protocol lib which was modified from Boorsma (1984) , who used AP-and HRP-labeled antibodies in a mixture.
Protocol lIb included the following incubation steps:
1. Antibodies labeled with AP and biotin, respectively, incubated as a mixture: 60 mm.
2. ABC-HRP: 60 mm.
Histochemical demonstrations
in two successive incubations.
In a third experiment, the results of protocol lIa were extended to a triple staining for MoAb and PoAb using variations on basic protocol III (schematic representation in Figure  1 ), that included the following incubation steps: Figure 4 ("subset triple") and Figure  5 ("pan-leucocyte triple") and with PoAb in Figure 6 ("cytoskeleton triple"). Blocking experiments by pre-incubation with an unlabeled antibody out of the two labeled ones reduced the triple staining to double staining, according to expectations.
Discussion
Several possibilities exist to devise a triple staining protocol. .'*-. , .
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